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Background
Nasopharyngeal carcinoma (NPC) is a type of malignant solid tumour which has been associated with multiple factors. One of the strong risk factors of NPC is Epstein-Barr virus (EBV) infection [1, 2] . A previous study has reported increased levels of immunoglobulin G (IgG) and immunoglobulin A (IgA) antibodies to EBV viral capsid antigen (VCA) and early antigen (EA) in NPC patients [1] . Besides, a case-control study of NPC among Malaysian Chinese has reported that salted fish consumption during childhood was a significant risk factor for developing NPC [3] . Mutagenic activity has been detected in the urine collected from experimental rats that were regularly fed with salted fish [4] . In addition, Chinese salted fish was found to cause nasal cavity tumours in rats [5, 6] . These findings suggested the presence of carcinogenic substances in salted fish. Most studies pointed toward nitrosamines and nitrosamine precursors, which have been recognised as animal carcinogens [7, 8] . In addition, long-term exposures to intense industrial heat, formaldehyde, cigarette smoke and wood dust have also been found to be significantly associated with NPC [3, [9] [10] [11] [12] . Recently, chronic inflammation of sinonasal tract has been increasingly recognised as a risk factor for NPC [13, 14] .
It is important to note that, all of these aetiological factors provoke the production of reactive oxygen species (ROS) [15] [16] [17] [18] [19] [20] . Additionally, ROS was found to be involved in EBV reactivation in NPC cells after treatment with N-methyl-N′-nitro-N-nitroguanidine (MNNG) [21] . The ROS-mediated EBV reactivation was inhibited by apigenin which has been suggested to be a potent ROS scavenger [22] . Increased ROS may cause DNA doublestrand breaks and error-prone repair. This may in turn lead to genomic instability [23] . The cancer cells and inflammatory cells in stroma of NPC patients have been found to contain oxidative and nitrative DNA lesions [24] . Oxidative stress may trigger apoptosis, a process of programmed cell death [25] . We have previously demonstrated that oxidative stress-induced apoptosis resulted in chromosomal breakages in normal nasopharyngeal epithelial and NPC cells. In addition, the apoptotic nuclease, caspase-activated DNase (CAD) may be a major player in mediating these chromosomal breakages [26] .
Chromosomal breakage is an early event in both apoptotic DNA fragmentation and chromosome rearrangement. Previous studies revealed that chromosome breaks tend to fall within certain regions which contain specific chromatin structural elements, such as the matrix attachment region/scaffold attachment region (MAR/SAR) [27, 28] . MAR/SAR is the DNA sequence where the DNA loop structure binds to nuclear scaffold/matrix proteins [29] . In the early stage of apoptosis, DNA cleavages take place at the base of the DNA loop [30, 31] . We hypothesised that H 2 O 2 -induced apoptosis may cause chromosomal breakages at MAR/SAR resulting in chromosome rearrangement in nasopharyngeal epithelial cells.
This study focuses on the AF9 gene which is located at 9p22 because 9p22 is one of the deletion hotspots in NPC [32] . The AF9 gene is 280,880 bp in length. The nucleotide position of its exons and introns are shown in Additional file 1. Strissel et al. have identified two MAR/SARs within the AF9 gene. These two MAR/SARs were designated as SAR1 and SAR2 [28] .
In the present study, in silico prediction of MAR/SAR sites was performed in the AF9 gene. It was found that in the region that contains MAR/SAR (SAR region), the gene cleavage frequency of H 2 O 2 -treated cells was higher than that of the untreated control. On the contrary, in the region that does not contain MAR/SAR (non-SAR region), there was no significant difference in gene cleavage frequency between untreated and H 2 O 2 -treated cells. These observations are true for both normal nasopharyngeal epithelial and NPC cells. Moreover, the oxidative stress-induced chromosome breakages within the SAR region were reduced by caspase-3 inhibitor, which indirectly inhibits CAD. Our results suggested that MAR/ SAR may play an important role in defining the location of chromosome breaks mediated by oxidative stressinduced apoptosis, where CAD is the essential nuclease. These chromosomal breakages may in turn lead to chromosome aberrations in nasopharyngeal epithelial cells.
Methods

Cell lines and chemicals
NP69 normal nasopharyngeal epithelial cell line and HK1 NPC cell line were kindly provided by Prof. Tsao Sai Wah (The University of Hong Kong, Hong Kong, China) and Prof. Lo 
In silico prediction of MAR/SARs
The whole sequence of the AF9 gene was retrieved from Ensembl database [EMBL:ENSG00000171843]. The locations of experimentally isolated MAR/SAR, which were found within the AF9 gene, were determined from the previous reports [27, 28] . Possible MAR/SAR sites were also identified using MAR/SAR recognition signature (MRS) which was suggested to be strongly associated with MAR/SAR [33] . This MAR/SARs prediction was performed by using DNASTAR software (Lasergene, USA). The MRS comprises two nucleotide motifs that are within 200 bp apart. The first nucleotide motif is an 8 bp degenerate sequence, AAT AAY AA while the second nucleotide motif is a 16 bp degenerate sequence, AWW RTA ANNWWGNNNC, where Y = C or T; W = A or T; R = A or G; N = A, C, G or T. No mismatch is allowed within the 8 bp sequence whereas one mismatch is allowed within the 16 bp sequence. These two degenerate sequences should be within 200 bp apart. Each sequence can be aligned on either the Watson strand or the Crick strand. Either sequence can precede the other sequence. The sequences may even be overlapping. Clusters of more than one motif of either 8 or 16 bp within 200 bp apart are considered as a single MRS. Moreover, clusters of more than one MRS within close proximity are regarded as a single potential MAR/SAR site. The locations of the presently predicted MAR/SARs were compared with the locations of the experimentally extracted MAR/SARs reported in previous studies [27, 28] .
In our in silico prediction of MAR/SAR which had been performed in the Abelson murine leukaemia viral oncogene homolog 1 (ABL) gene, there was only one MAR/SAR site predicted in the experimentally isolated SAR. The distance between 8 bp sequence element and the 16 bp sequence element was 248 bp (data not shown). Therefore, in this study, the maximal distance between 8 bp sequence element and the 16 bp sequence element was set at 250 bp.
Cell cultures
NP69 cells were grown in Keratinocyte-SFM medium supplemented with 4-5 ng/ml recombinant Epidermal Growth Factor (rEGF), 40-50 µg/ml Bovine Pituitary Extract (BPE), 100 U/ml penicillin, 100 µg/ml streptomycin and 2% (v/v) heat-inactivated fetal bovine serum. HK1 cells were cultured in RPMI 1640 medium supplemented with 2 mM l-glutamine, 100 U/ml penicillin, 100 µg/ml streptomycin and 10% (v/v) heat-inactivated fetal bovine serum. Cells were incubated at 37 °C with 5% CO 2 .
Detection of phosphatidylserine (PS) externalisation
NP69 cells (1.5 × 10 5 ) were plated in 150 mm culture dishes and allowed to grow for 48 h. The NP69 cells were incubated with 100 µM of H 2 O 2 for 16 and 24 h. HK1 cells (5.5 × 10 5 ) were seeded in 150 mm culture dishes and allowed to grow for 72 h. The HK1 cells were incubated with 50 µM of H 2 O 2 for 4 and 8 h. NP69 and HK1 cells treated with camptothecin (CPT) were used as positive controls. After exposure, the cells were harvested by using StemPro ACC UTA SE Cell Dissociation Reagent. Annexin V-FITC Apoptosis Detection Kit I was used to detect PS externalisation in the harvested cells as previously described [26] .
Detection of mitochondrial membrane potential (MMP) disruption
NP69 and HK1 cells were treated and harvested as described above. Flow Cytometry Mitochondrial Membrane Potential Detection Kit was used to detect the loss of MMP in the harvested cells as previously described [26] .
Nested IPCR detection of oxidative stress-induced chromosome breaks H 2 O 2 treatment and genomic DNA extraction
NP69 cells (2 × 10 4 ) were plated in 60 mm culture dishes and allowed to grow for 48 h. The NP69 cells were incubated with H 2 O 2 at concentration of 100 µM for 16 h. HK1 cells (8 × 10 4 ) were seeded in 60 mm culture dishes and allowed to grow for 72 h. The HK1 cells were incubated with H 2 O 2 at concentration of 50 µM for 8 h. After treatment with H 2 O 2 , genomic DNA extraction was carried out as previously described [26] .
Manipulation of genomic DNA and nested IPCR for the AF9 SAR region
The extracted genomic DNA was manipulated in preparation for nested IPCR as previously described [26] . Additional file 2 shows the simplified manipulation steps. Briefly, BamH I digestion, Klenow fill-in, cyclisation and ethanol precipitation were performed. The DNA was then either digested with Kpn I or Nde I. QIAGEN QIAquick Nucleotide Removal Kit was used to clean up the DNA. Nested IPCR was carried out as previously reported [26] .
The manipulation steps were similar to the SAR region, except that Hind III (RE2 in Additional file 2) and Xba I (RE3 in Additional file 2) were used for the AF9 non-SAR region instead of Kpn I and Nde I. Cycle condition used in the first round of IPCR was as below: 30 s of 98 °C for 1 cycle (initial denaturation), followed by 30 cycles of 98 °C for 10 s (denaturation), 64 °C for 30 s (annealing), 72 °C for 22 s (extension), followed by 1 cycle of 72 °C for 10 min (final extension). Two microliter of fivefold diluted first round IPCR product was used for second round with similar cycle condition, except that the annealing temperature was 63 °C and the extension time was 15 s. The primers used for the first round of IPCR were 5′-TAC CAA ACA TTT TGA GTC CTA CAG -3′ (reverse) and 5′-GGC ATT CAG GTG AGT AGT TTA TTC -3′ (forward), whereas the primers used in the second round were 5′-AGC AGT AGA CTT TTG TAA CCT CAC -3′ (reverse) and 5′-AGG GGA TGA CTT TTC TTC AATC-3′ (forward).
Inhibition of caspase by Z-DEVD-FMK
HK1 cells (8 × 10 4 ) were seeded in 60 mm culture dishes and grown until 60-70% confluency. HK1 cells were either left untreated or pretreated with 50 μM of Z-DEVD-FMK for 1 h. The HK1 cells were then either left untreated or co-treated with 50 μM of H 2 O 2 for 8 h. After incubation, genomic DNA was extracted as previously described [26] . Following that, IPCR identification of the chromosome breaks within the AF9 SAR and non-SAR regions was performed as described above.
Visualisation and DNA sequencing of the IPCR products
The IPCR products were loaded on 1% agarose gel. To analyse the IPCR bands, the gel was stained with ethidium bromide and visualised on an ultraviolet (UV) transilluminator (Vilber Lourmat, USA). QIAGEN QIAquick Gel Extraction Kit was used to clean up the IPCR bands which represent the cleaved fragments derived from the AF9 SAR region. The purified IPCR bands were sequenced. By blasting the human genome database (Nucleotide BLAST, http://blast .ncbi.nlm.nih.gov/Blast .cgi), the sequencing results were annotated. To identify the position of the chromosome breaks, the sequencing results were aligned with the AF9 gene sequence accessed from EMBL database [EMBL:ENSG00000171843] by using Seqman DNASTAR software (Lasergene, USA). The breakpoints identified were compared with the location of the experimentally extracted MAR/SARs reported in the previous study [28] and the MRS predicted MAR/ SARs. A genomic map was constructed to illustrate the position of the chromosome breaks relative to the location of the MAR/SARs.
Quantification of gene cleavage frequency
One to two sets of nested IPCR assays were performed for each experiment. Each set of IPCR assay consisted of five to eight IPCR replicates per cell sample. The number of IPCR bands which represent the DNA fragments derived from the cleaved AF9 SAR and non-SAR regions was counted. Gene cleavage frequency expresses the median number of chromosome breaks detected within the AF9 SAR region or non-SAR region in two to three independent experiments.
Statistical analysis
The Student's t test was used to assess the difference between untreated control and treated samples in the detections of PS externalisation and MMP disruption. The Mann-Whitney U test was used to analyse the difference between untreated control and treated samples in the nested IPCR assays. For the detections of PS externalisation and MMP disruption, data are presented as means and standard deviation (SD). For the IPCR assays, data are expressed as median and interquartile range (IQR). Differences were considered statistically significant at p value < 0.05. All statistical tests are two-sided.
Results
In silico prediction of MAR/SAR By using MRS, 29 possible MAR/SAR sites were predicted in the AF9 gene. The nucleotide positions of the MRSs with their sequence composition, relative orientation, distance between the two sequence elements and location of the MRSs in the exon or intron of the AF9 gene are shown in Table 1 . Out of the 29 predicted MAR/ SAR sites, 14 were found in intron 2 (MAR/SARs 2-15 in Table 1 ). Intron 2 is the largest intron of the AF9 gene which is approximately 164 kb in length. Five MAR/SAR sites were predicted in each intron 3b (MAR/SARs 17-21 in Table 1 ) and intron 4 (MAR/SARs 22-26 in Table 1 ). Intron 7 was found to contain two potential MAR/SAR sites (MAR/SARs 27-28 in Table 1 ). One MAR/SAR site was predicted in each intron 1 (MAR/SAR 1 in Table 1 ), intron 3a (MAR/SAR 16 in Table 1 ) and intron 9 (MAR/ SAR 29 in Table 1 ).
The distribution of the predicted MAR/SAR sites in the AF9 gene is illustrated in Fig. 1 . Based on this in silico prediction of MAR/SAR, we determined a SAR region (contains MAR/SAR) and a non-SAR region (does not contain MAR/SAR) as the targeted regions of our study. The AF9 SAR region contains four MRSs (MAR/SARs 24-1 to 24-4 in Table 1 ). However, they are Green boxes indicate the two patient BCRs reported in the previous study. These two patient BCRs were denominated as BCR1 and BCR2 [28] . Yellow boxes indicate the two MAR/ SARs that were biochemically identified by Strissel and co-workers. These two MAR/SARs were designated as SAR1 and SAR2 [28] . Yellow arrows represent the potential MAR/SAR sites predicted by MRS in our study. Clusters of more than one MRS within close proximity are regarded as a single potential MAR/SAR site. Three MRSs were found in SAR1 (MAR 24-2, 24-3, 24-4). One MRS (MAR 27) has been predicted next to the SAR2. Based on the in silico prediction of MAR/SAR, a SAR region (contains MAR/SAR) and a non-SAR region (does not contain MAR/SAR) were determined to be the regions of study regarded as a single potential MAR/SAR site (MAR/ SAR 24) because they were found in close proximity to each other (< 1.5 kb). Three out of these four MRSs were found within the biochemically defined SAR1 (located in intron 4) [28] . On the contrary, the AF9 non-SAR region is a region which contains neither biochemically defined MAR/SAR nor MRS predicted MAR/SAR.
Apoptosis detection in H 2 O 2 -treated NP69 and HK1 cells
By using flow cytometric analyses of PS externalisation and MMP disruption, significant percentages of apoptosis were detected in H 2 O 2 -treated NP69 and HK1 cells. These data have been reported in our previous study [26] .
Our findings indicate that H 2 O 2 could induce apoptosis in NP69 and HK1 cells.
IPCR detection of chromosome breaks mediated by H 2 O 2 -induced apoptosis in NP69 cells
To detect chromosome breaks within the AF9 SAR and non-SAR regions in cells undergoing H 2 O 2 -induced apoptosis, nested IPCR assay was performed. In the SAR region, IPCR primers were designed to detect chromosome breaks within the first breakpoint cluster region of the AF9 gene (BCR1). The AF9 BCR1 is located at the telomeric end of intron 4. It is bordered by two biochemically defined MAR/SARs [27, 28] . The SAR region also contains one MRS predicted MAR/SAR (MAR/SAR 24 in Table 1 ). The non-SAR region is a region which contains neither biochemically defined MAR/SAR nor MRS predicted MAR/SAR. The intact IPCR band for the AF9 SAR region and non-SAR region are 944 bp (~ 950 bp) and 956 bp (~ 950 bp), respectively. If there is chromosome break within the region of study, for both SAR and non-SAR regions, IPCR band of less than 950 bp will be detected.
AF9 SAR region
As shown in Fig. 2a i, numerous IPCR bands smaller than 950 bp which represent the cleaved AF9 gene were identified in NP69 cells treated with H 2 O 2 (lanes 8-13) .
The untreated NP69 cells also show a few IPCR bands (lanes 3-7). By using flow cytometric analysis of phosphatidylserine (PS) externalisation, we detected a small amount of apoptotic cells in the untreated sample ( [26] , Fig. 1 ). These apoptotic cells might undergo spontaneous DNA breaks and contribute to the background as seen in lanes 3-7. As summarised by the box plot in Fig. 2b , the median AF9 cleavage frequency of H 2 O 2 -treated NP69 cells was 2.0-fold higher than that of the untreated control cells (p = 0.008). Our findings clearly indicate that H 2 O 2 -induced apoptosis results in cleavages within the AF9 SAR region.
AF9 non-SAR region
As shown in Fig. 2a ii, numerous IPCR bands of less than 950 bp which represent the cleaved AF9 gene were detected in both untreated NP69 cells (lanes 2-7) and NP69 cells treated with H 2 O 2 (lanes 8-13). However, there was no significant difference between the untreated cells and H 2 O 2 -treated cells in the cleavage frequency of the AF9 non-SAR region (p = 0.739) ( Fig. 2b) .
IPCR detection of chromosome breaks mediated by H 2 O 2 -induced apoptosis in HK1 cells AF9 SAR region
To further strengthen our observation that H 2 O 2 could induce chromosome breaks within the AF9 SAR region, IPCR detection of chromosome breaks was also performed in H 2 O 2 -treated HK1 cells. The representative gel picture in Fig. 3a i shows that more IPCR bands were identified in H 2 O 2 -treated HK1 cells (lanes 7-11) as compared with the untreated control cells (lanes 2-6). The median AF9 cleavage frequency of H 2 O 2 -treated HK1 cells was 4.0-fold higher than that of the untreated control cells (p < 0.001) (Fig. 3b ). These findings strengthen the suggestion that oxidative stress-induced apoptosis leads to AF9 gene cleavages within the SAR region.
AF9 non-SAR region
As shown in Fig. 3a ii, numerous IPCR bands of less than 950 bp which represent the cleaved AF9 gene were detected in both untreated HK1 cells (lanes 2-6) and H 2 O 2 -treated HK1 cells (lanes 7-11). However, there was no significant difference between the untreated HK1 cells and H 2 O 2 -treated HK1 cells in the cleavage frequency of the AF9 non-SAR region (p = 0.405) (Fig. 3b) In this study, we hypothesise that MAR/SAR is a preferential site of chromosome breaks. Therefore, less or no chromosome break was expected to be detected in this non-SAR region after H 2 O 2 treatment. However, the current results are not as what was expected. There are obviously more cleavage bands detected in the non-SAR region compared with the SAR region ( Figs. 2 and 3 ). The box plot in Fig. 2b shows that in the untreated NP69 cells, the median cleavage frequency of the non-SAR region was 4.0-fold higher than that of the SAR region (p = 0.002). Similarly, in the untreated HK1 cells, the median cleavage frequency of the non-SAR region was 5.5-fold higher than that of the SAR region (p < 0.001) (Fig. 3b ). Such a difference might reflect that there are other chromatin structures which may also contribute to DNA fragility. In addition to MAR/SAR sequence, repeat elements have also been well implicated in mediating chromosome breaks [27, 34] . Hence, this prompted us to investigate the possibility of repeat elements in contributing to DNA fragility of the AF9 non-SAR region.
Identification of repeat elements within the AF9 gene
CENSOR program (http://www.girin st.org/censo r/) was used to identify repeat elements in the AF9 gene. The repeat elements identified within the SAR and non-SAR regions are shown in Table 2 . The locations of repeat elements identified within the SAR and non-SAR regions are illustrated in Fig. 4 . There are 18 repeat elements identified within the 10.2 kb SAR region ( Table 2 ). Only one out of these 18 repeat elements is located within the amplified region. The region amplified by the reverse primer (AF9 236211 R) is from coordinates 236,059 to 236,211. This region does not contain any repeat element. The region amplified by the forward primer (AF9 245507 F) is from coordinates 245,507 to 246,292. ERE2_EH (coordinates 245,627-245,728, 102 bp in length) is the only one repeat element identified in this region. It occupies 11% (102 bp) of the amplified SAR region (944 bp).
On the other hand, there are nine repeat elements identified within the 4.2 kb non-SAR region ( Table 2) . Three out of these nine repeat elements are located within the amplified region. The region amplified by the reverse primer (AF9 71282 R) is from coordinates 71,116 to 71,282. There was no repeat element identified in this region. The region amplified by the forward primer (AF9 74494 F) is from coordinates 74,494 to 75,277. There are three repeat elements located in this region, namely two CHARLIE5 (coordinates 74,895-74,998, 104 bp in length and coordinates 75,006-75,169, 164 bp in length) and one AluJr (coordinates 75,192-75,466, 275 bp in length). These three repeat elements (the first CHAR-LIE5, 104 bp; the second CHARLIE5, 164 bp and AluJr, 275 bp) occupy 57% (543 bp) of the amplified non-SAR region (956 bp). In brief, given that there is no significant difference in the cleavage frequencies between the untreated and H 2 O 2 -treated cells, the chromosome breaks in the non-SAR region were most likely not mediated by H 2 O 2 -induced apoptosis. It is most likely that the presence of the repeat elements contribute to the DNA fragility of the non-SAR region. Figure 5a i, ii show the representative IPCR results of the AF9 SAR region in H 2 O 2 -treated HK1 cells without and with caspase inhibitor (CI) pretreatment, respectively. In the absence of CI, the median cleavage frequency of the AF9 gene detected in H 2 O 2 -treated HK1 cells was 4.0-fold higher than that of the untreated control cells (p < 0.001) (Fig. 5b) . The median cleavage frequency of the AF9 SAR region in H 2 O 2 -treated HK1 cells with CI pre-treatment was 4.0-fold lower than that without CI pre-treatment (p = 0.004) (Fig. 5b) . These results indicate that H 2 O 2 induces cleavages within the AF9 SAR region in a caspase-3-dependent manner. Figure 6a i, ii show the representative IPCR results of the AF9 non-SAR region in H 2 O 2 -treated HK1 cells without and with CI pre-treatment, respectively. There is no significant difference in the cleavage frequency of the non-SAR region between the untreated control and H 2 O 2 -treated HK1 cells (p = 0.405) (Fig. 6b ). There is also no significant difference in the cleavage frequency between the H 2 O 2 -treated HK1 cells without CI pretreatment and that with CI pre-treatment (p = 0.390) (Fig. 6b) . These findings show that CI has no significant effect on the cleavage frequency within the AF9 non-SAR region. This implies that the cleavages of the non-SAR region are not dependent on caspase-3.
Inhibition of caspase SAR region
Non-SAR region
Sequencing results
Some of the IPCR bands detected within the AF9 SAR region were excised, purified and sequenced. The sequencing results show that these fragments were all derived from the cleaved AF9 gene (Additional file 3). [35] . A genomic map illustrating the positions of H 2 O 2 -induced chromosome breaks in NP69 and HK1 cells relative to the MAR/SAR sequences within the AF9 gene is shown in Fig. 7 .
Discussion
Much effort had been employed to identify tumor suppressor genes and oncogenes associated with NPC (reviewed in [36, 37] ). However, the underlying mechanism of NPC chromosome rearrangement remains elusive. Oxidative stress has been well implicated in carcinogenesis [38] . Most of the aetiological factors of NPC are known to induce oxidative stress [15] [16] [17] [18] [19] [20] . In addition, oxidative stress is also a potent apoptotic inducer [39] . Although apoptosis has long been recognised as a programmed cell death process [40] , the perception that cells undergoing apoptosis are destined to die has been challenged [41] . It was shown that cells have the potential to recover from the execution phase of apoptosis through DNA repair. However, surviving cells that have undergone compromised DNA repair may carry chromosome rearrangements [41, 42] . In order to test the apoptotic effect of H 2 O 2 in NP69 and HK1 cells, we analysed the H 2 O 2 -treated NP69 and HK1 cells by flow cytometric analyses of PS externalisation and MMP loss. Our observations showed that H 2 O 2 could induce apoptosis in both NP69 and HK1 cells. These data have been published in our previous report [26] . Chromosomal breakage resulting from chromosome loop excision is an initial event in both apoptotic DNA fragmentation and chromosome rearrangement. It was found that chromosome breaks tend to fall in certain regions containing specific chromatin structural elements such as MAR/SAR [27, 28] . MAR/SAR sequences possess unwinding properties which facilitate the entry of protein factors involved in apoptosis, replication, transcription and chromosome condensation [43, 44] . The unwinding properties of MAR/ SAR sequences also render them to be more susceptible to cleavage [44, 45] . In our previous report, we demonstrated that high cell density and EBV latent membrane protein 1 (LMP1) expression triggered apoptosis in NPC cells. This in turn caused cleavages of the MLL BCR at the MAR/SAR sequence. These findings implied that MAR/SAR may play an essential role in defining the cleavage sites during high cell density or LMP1-induced apoptosis [46] . In this study, we intended to investigate if MAR/SAR is a preferential site of chromosome breaks mediated by oxidative stressinduced apoptosis.
The human AF9 gene at 9p22 was targeted in this study for two reasons. Firstly, this gene is one of the most common fusion partner genes of the MLL gene at 11q23 [28] . The t(9;11)(p22;q23) has been strongly associated with acute myelogenous leukaemia (AML), less common with therapy-related AML (t-AML), with ALL and myelodysplastic syndromes (MDS) [28, 47] . Secondly, 9p22 is a common chromosomal deletion site in NPC [32] . There were two MAR/SARs isolated experimentally in the AF9 gene. They were designated as SAR1 and SAR2. SAR1 is found in intron 4, whereas SAR2 spans from exons 5 to 7. Two patient breakpoint cluster regions (BCR) have been identified in the AF9 gene, namely, BCR1 and BCR2. BCR1 is located in intron 4, whereas BCR2 encompasses introns 7 to 8. These two BCRs are bordered by SAR1 and SAR2 [27, 28] .
In the present study, in silico prediction of MAR/ SAR was performed by using MRS. MRS is a bipartite sequence element that is specific for a large group of MAR/SARs. MRS consists of two individual sequence elements that are approximately 200 bp apart. However, when the DNA is wrapped around the histones, these two sequence elements are located at a position near the dyad axis of the nucleosome. Therefore, they can be aligned together in MAR/SAR after the nucleosomes are positioned. The close proximity between these two sequence elements on the positioned nucleosome enables them to create a protein binding site in MAR/SAR. In the study of van Drunen and co-workers, more than 300 kb of DNA sequence from several eukaryotic organisms were analysed. Their findings showed that all the MRSs that have been identified map specifically to the biochemically identified MAR/SARs [33] . MRS has been widely used in previous studies. MRS has been used to predict MAR/SAR in the human LMP/TAP gene region. All of the five predicted MAR/SARs in the analysed region match to the experimentally defined MAR/SARs [48] . Besides, MRS has also been used to identify the positions of MAR/SARs in human β-globin locus [49] and wheat high-molecular-weight glutenin 1Dy10 gene promoter [50] .
The potential MAR/SAR sites predicted by MRS in the present study were compared with the location of biochemically identified MAR/SAR reported in previous studies [27, 28] . Strissel et al. have analysed 61 kb of the AF9 region for MAR/SAR. Their region of study encompassed exons 4 to 10. In their region of study, two MAR/SARs were identified through experimental extraction. These two MAR/SARs were designated as SAR1 and SAR2. SAR1 is a 6.2 kb MAR/SAR located in intron 4 whereas SAR2 is a 4.6 kb MAR/SAR spans through parts of introns 5 to 7. To the extent of our knowledge, no analysis on MAR/SAR was reported for the AF9 region from exon 1 to intron 3.
Within the AF9 gene of 280,880 bp in length, 29 possible MAR/SAR sites were predicted in our study. Four MRSs (MAR/SARs 24-1 to 24-4 in Table 1 and Fig. 1 ) are associated with SAR1. However, these four MRSs are regarded as a single potential MAR/SAR site (MAR/SAR 24) because they cluster within close proximity to each other (< 1.5 kb). Three out of these four MRSs fall within SAR1 (MAR/SARs 24-2 to 24-4 in Table 1 and Fig. 1 ). One of the MRSs was found in a region < 1 kb centromeric to SAR1 (MAR/SARs 24-1 in Table 1 and Fig. 1 ). In addition, one MAR/SAR site (MAR/SAR 27 in Table 1 and Fig. 1 ) has been predicted in a region < 1.5 kb telomeric to SAR2.
In the present study, both the normal transformed nasopharyngeal epithelial cells (NP69) and nasopharyngeal carcinoma cells (HK1) were used. In both of these cell lines, oxidative stress-induced apoptosis results in cleavages within the AF9 SAR sequences. To relate the position of H 2 O 2 -induced chromosome breaks with the MAR/SAR sites, the IPCR bands that represent cleavages within the AF9 SAR region were sequenced. The sequencing results revealed that all the chromosome breaks were mapped within BCR1 which is bordered by SAR1 and SAR2 (Fig. 7) . Intriguingly, a few chromosome breaks were mapped within the region of AF9 that was previously reported being involved in the formation of the MLL-AF9 fusion gene in an ALL patient [GenBank:AM050804]. Similar chromatin structural elements have been identified in the BCRs of the AF9 and MLL genes. These include DNase I hypersensitive (HS) cleavage sites, MAR/SAR sequences and topoisomerase II cleavage sites. The similarity in the structural elements is suggested to cause the AF9 and MLL BCRs to be the recombination hotspots resulting in MLL-AF9 translocations in leukaemia [28] . Taken together, our results are consistent with those of the other studies which found that MAR/SAR may be a preferential site of chromosome breaks in apoptosis [51] and chromosome rearrangements [27] [28] [29] . Considering the observations in leukaemic cells and nasopharyngeal epithelial cells, it is plausible that regardless of the cancer type, the chromatin structure could be playing a vital role in determining the site of chromosome rearrangement. no chromosome breaks detected in the non-SAR region after H 2 O 2 treatment. However, to our surprise, in both untreated NP69 and HK1 cells, the cleavage frequencies of the non-SAR region were significantly higher than those of the SAR region. These findings imply that there are other chromatin structures which may also contribute to DNA fragility. In addition to MAR/SAR sequence, repeat elements have also been strongly implicated in mediating chromosome breaks [27, 34] . Thus, the possibility of repeat elements in contributing to DNA fragility of the AF9 non-SAR region was explored. By using CENSOR program, three repeat elements (the first CHARLIE5, 104 bp; the second CHARLIE5, 164 bp and AluJr, 275 bp) were identified in the amplified non-SAR region of the AF9 gene. These repeat elements occupy 57% (543 bp) of the amplified non-SAR region (956 bp). On the contrary, ERE2_EH (102 bp in length) is the only one repeat element identified in the amplified SAR region. It occupies 11% (102 bp) of the amplified SAR region (944 bp).
It is noteworthy that, although the cleavage frequency of the non-SAR region detected in the untreated cells was higher than that of the SAR region, there was no significant difference between the H 2 O 2 -treated cells and untreated cells in the cleavage frequency of the AF9 non-SAR region. This is true for both NP69 and HK1 cells. Hence, it can be suggested that the cleavages identified in the non-SAR region were not stress-induced or stress-mediated. It is likely that the presence of repeat elements renders the chromosome to be more prone to cleavage. Previous studies have reported that common fragile sites, including FRA3B, FRA7G, FRA7H, FRA16D and FRAXB have all been shown to contain a high proportion of repeat elements, such as interspersed repeat elements, long terminal repeats (LTR), transposable elements, Mirs, L1 elements, L2 elements and Alu elements. These repetitive elements have been associated with the fragility of these fragile sites [52, 53] . The findings of our study conclude that MAR/SAR may be a preferential site of chromosome breaks during oxidative stress-induced apoptosis and may play an important role in oxidative stress-induced chromosome rearrangement.
We have previously demonstrated that H 2 O 2 induces apoptosis in NP69 and HK1 cells in a caspase-3-dependent manner. By using Caspase-Glo 3/7, a luminescencebased assay, activation of caspase-3/7 was detected in H 2 O 2 -treated NP69 and HK1 cells. Pretreatment with Z-DEVD-FMK inhibits the activity of caspase-3/7 in H 2 O 2 -treated cells [26] . In the cytoplasm of healthy cells, CAD exists naturally as a heterodimer with its chaperone, inhibitor of CAD (ICAD). ICAD possesses two caspase-3 cleavage sites. Upon caspase-3-mediated cleavage of ICAD, CAD is released from ICAD. Subsequently, CAD enters the nucleus and cleaves DNA by generating double-strand breaks [54, 55] . Given that ICAD is primarily inactivated by DEVD-cleaving caspase-3 [56] , inhibiting caspase-3 by using Z-DEVD-FMK is the most effective way of inactivating CAD. Therefore, if CAD is responsible for mediating chromosome breaks in H 2 O 2 -induced apoptosis, the chromosome breaks in H 2 O 2 -treated cells will be reduced or eliminated when caspase-3 is inhibited.
For the AF9 SAR region, inhibition of caspase by Z-DEVD-FMK significantly reduced the AF9 cleavages in H 2 O 2 -treated HK1 cells. Our findings suggest that, H 2 O 2 induces chromosome breaks through caspase-3 activation. This study confirms the claims made in previous researches where H 2 O 2 induces DNA fragmentation in a caspase-3-dependent manner [39] . Given that activated caspase-3 can stimulate CAD which is responsible for apoptotic DNA fragmentation, CAD is most likely the major player responsible for H 2 O 2 -induced chromosome breaks within the AF9 SAR region. Indeed, our previous study had demonstrated that, overexpression of ICAD resulted in expression of CAD and also inhibited H 2 O 2 -induced MLL gene cleavages. The observations of our previous study suggested a role for CAD in mediating H 2 O 2 -induced chromosome breaks [57] .
In addition, our findings were supported by other research that CAD preferentially binds to the nuclear matrix of cells undergoing apoptosis. CAD/ICAD complex is freely moving in dividing cells. However, once apoptosis is induced, the mobility of the activated CAD becomes gradually restricted. The immobilisation of CAD is due to its association with the nuclear matrix [51] . Nuclear matrix is the binding site for the organisation of DNA loop structure [58] . DNA interacts with the nuclear matrix through MAR/SAR sequences [59] . When CAD binds to the nuclear matrix during apoptosis [51] , it is in close proximity to the MAR/SAR sequences of the DNA loops. Hence, CAD potentially cleaves the DNA at the MAR/SAR sequences when it is being associated with the nuclear matrix. The reduction of cleavages within the SAR region by inhibiting CAD thus supports our hypothesis that CAD cleaves the DNA preferentially at the MAR/SAR sites during oxidative stress.
By contrast, Z-DEVD-FMK shows no effect on reducing cleavages within the AF9 non-SAR region. This indicates that the cleavages within the AF9 non-SAR region are neither dependent on caspase-3 nor CAD. Since H 2 O 2 induces apoptosis and chromosome breaks in a caspase-3-dependent manner, these findings therefore strengthen the evidence that the cleavages within the AF9 non-SAR region are not mediated by H 2 O 2 -induced apoptosis.
In the current study, there are some limitations in using in silico prediction of MAR/SAR. The length and exact location of MAR/SAR could not be determined by using MRS-prediction. In order to study MAR/SAR in a more comprehensive way, biochemical isolation of MAR/SAR may be carried out simultaneously with in silico prediction in future works. This may be done by using a Southern blot-based SAR mapping assay [28] . Nevertheless, the positions of MRS-predicted MAR/SAR may serve as a guide for designing suitable probes to identify biochemically isolated MAR/SAR. As for the comparison of SAR region and non-SAR region, more non-SAR regions may be studied. These could help further elucidate the roles of MAR/SAR in stress-induced chromosome breakages and rearrangements.
